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(Anatrace) and 10 mM imidazole. The column was developed with a gradient of imidazole and fractions eluting at ~ 300 mM imidazole were collected. The eluate was concentrated with a spin concentrator with a molecular weight cut-off of 50,000 and applied to a gel filtration column, Superdex 200 10/300 GL (GE Healthcare). It was run at a flow rate of 0.3 -0.4 ml/min in the same buffer but not containing imidazole. A fraction at the main peak was collected, passed through an Econo-Pac 10DG desalting column (BioRad) with 10 mM Tris-HCl (pH 8.0), 50 mM NaCl, 10% (v/v) glycerol, 0.2% Cymal-5 (Anatrace) and 1 mM DTT, and concentrated to a total protein concentration of 3 ~ 7 mg/ml. Crystals of the Hfq and catalase HPII complex were grown from the sample solution by hanging-drop vapor diffusion at 20°C in a mother liquor containing 0.1 M Tris-HCl (pH 9.0), 0.18 M NaCl and 10% PEG 4000.
Cloning of the catalase HPII gene
The E.coli catalase HPII gene (katE) was amplified from genomic DNA of E.coli K12 strain by polymerase chain reaction (PCR) using the forward primer 5'GGGCCCCATATGTCGCAACATAACGAAAAGAACCC3' and the reverse primer 3'GGGCCCCTCGAGTCAGGCAGGAATTTTGTCAATC5'. The PCR product was purified by illustra bacteria genomicPrep mini spin kit (GE Healthcare). The gene was cloned into pET28b vector between the Nde I and Xho I sites with the His6 tag at the N terminus and a stop codon (TGA). The product was verified by sequencing.
Cloning of the hfq gene and construction of hfq mutants
The E.coli hfq gene was amplified from genomic DNA of E.coli K12 strain by PCR using the forward primer 5'GGGCCCCATATGTCGCAACATAACGAAAAGAACCC3' and the reverse primer 3'GGGCCCCTCGAGTCAGGCAGGAATTTTGTCAATC5'. The PCR product was purified by illustra bacteria genomicPrep mini spin kit (GE Healthcare).
The gene was cloned into pET28b vector between Nde I and Xho I sites with the His6 tag at N terminus and a stop codon (TAA). Mutagenesis of Y25A, I30E, K31A, T49E was carried out using QuikChange Lightning site-directed mutagenesis kit (Agilent Technologies). The primers for the point mutations were:
5'GTTCGTGATCCTGTTGAAAAACGAGGTCAGCCAGATGGTTTAC3' (T49E). The products were verified by sequencing. 
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